Background/Aims
Methods
We included 3266 SIBDCs patients, 1840 with Crohn's disease (CD) and 1426 with ulcerative colitis (UC) or IBD unclassified (IBDU) and analysed the association of cutaneous manifestations with age, age at diagnosis time, type of disease, gender, family history, HLAallotype, smoking, intestinal disease activity, therapy and other extraintestinal manifestations (EIM).
Results
354 CD patients and 136 UC/IBDU patients presented with skin manifestations at any time during their disease course. In both, CD and UC, female gender and younger age at IBD diagnosis were significantly associated with extraintestinal skin manifestations. For CD, we also detected a positive family history as associated factor. As an indicator of more intensive intestinal disease activity, patients with cutaneous manifestations of IBD needed more frequently therapy with antibiotics, steroids, immunomodulators and anti-TNF. Multivariate analysis revealed female gender, younger age at diagnosis and presence of other extraintestinal manifestations as factors being associated with skin EIM in IBD patients and anti-TNF as well as immunomodulatory treatment in CD patients. 
Introduction
Inflammatory bowel disease (IBD) patients are commonly affected by extraintestinal manifestations (EIM) affecting the joints, skin, eyes, and biliary ducts, the overall appearance ranges from 6% to 47% [1] [2] [3] [4] [5] [6] [7] [8] [9] and up to 10% at the time of IBD diagnosis [10] . Peripheral arthritis, erythema nodosum and aphtous ulcers are associated with the activity of the intestinal disease.
Other EIM, such as primary sclerosing cholangitis (PSC), pyoderma gangrenosum, uveitis and spondylarthropathy, are considered independent from intestinal activity [1, [11] [12] [13] . We have recently shown that in 25.8% of patients of the Swiss IBD Cohort Study (SIBDCS) EIM occur even before IBD is diagnosed [14] . Previous studies showed that almost one quarter of patients with EIM present with a combination of several EIMs suggesting that the appearance of one EIM favours the onset of at least one other EIM [15, 16] . In the SIBDCS this constellation occurred in 15% of Crohn's disease (CD) and 8% of ulcerative colitis (UC) patients [11] . Most patients with EIM present with a severe colitis and some of them also reveal a positive family history for IBD [15, 17] . This allows the assumption, that there is at least some genetic influence.
The inflamed intestinal mucosa may trigger an extraintestinal immune response due to specific epitopes that are detectable in, e.g. intestinal bacteria and synovia. The immune system is incapable of distinguishing the two epitopes and therefore attacks both, as shown by Bhagat et al. in 1994 . They found an isoform of tropomysin, which is expressed in all the organs that can be affected by EIM of IBD as well as in the gut and postulated an autoimmune reaction towards this molecule as a cause of EIM in IBD patients [18] . Genetic factors may also critically influence this particular immune reaction. EIM occur more often in people carrying specific HLA-constellations, for example CD with HLA-A2, HLA-DR1 and HLA-DQw5; UC with HLA-DR103 [19] . There are even specific HLA-types associated with certain EIM.
HLA-DRB1
� 0103, HLA-B � 27 and HLA-B � 58 are associated with erythema nodosum, spondylarthropathy and uveitis [20, 21] . One gene has already been associated with the risk of skin manifestation in IBD patients, namely TRAF3IP2 [22] . Further hints that genetic factors may influence the occurrence of erythema nodosum are provided by the fact that it is more frequently found in CD and female patients [2, 11, 23, 24] .
From a clinical point of view, it would be important to know the patient characteristics that are associated with the onset of each single cutaneous manifestation in IBD patients. Therefore, using the exclusive patient collective of the SIBDCS, we studied the correlation between epidemiological and clinical factors and the development of erythema nodosum, pyoderma gangrenosum or aphthous ulcers in IBD patients.
Patients and methods

Patient data
Data were retrieved from the nationwide Swiss Inflammatory Bowel Disease Cohort Study (SIBDCS). The SIBDCS is a multicenter prospective observational population-based study and includes patients with IBD from Switzerland. The study was implemented in all regions of Switzerland in 2006 in a multidisciplinary effort by gastroenterologists, pathologists, psychologists and bioinformatics specialists. The cohort study is funded by the Swiss National Science Foundation (SNSF). For inclusion in the SIBDCS, all patients must have a diagnosis established at least 4 months prior to inclusion. Data are prospectively collected once a year and entered into a central database. Inclusion and exclusion criteria are described elsewhere [25] . A total of 3266 patients were included in the current study of which 1840 suffered from CD and 1426 from UC or IBDU. The last two were treated as one group.
Study design
We included all patients involved in the SIBDCS [suffering from either CD, UC or IBD unclassified (IBDU) = indeterminate colitis (IC)] available in the cohort for our study and discriminated the patients into two groups, one group with skin manifestations (erythema nodosum, pyoderma gangrenosum or aphthous ulcers) at inclusion or during any follow-up and another group without skin manifestations at any time of their disease course. Only those three skin EIM are mentioned in the SIBDC questionnaires and therefore considered for further analysis. No other skin EIM, such as atopic dermatitis, were included in our analysis, since they would not reflect a predefined answer in the SIBDCS questionnaires. The skin manifestations were diagnosed by the treating physician who was usually a gastroenterologist. In case of uncertainties, the patients had been sent to a dermatologist for final diagnosis. This means, mostly the diagnosis has been made by clinical judgement rather than by a biopsy.
Patients with CD were considered as a single entity and patients with Crohn's colitis and Crohn's ileitis were not distinguished. UC and IBDU were grouped together. Univariate and multivariate logistic regression analyses were performed. The following possible explanatory variables were considered: 1) Epidemiological characteristics: diagnosis of CD, UC or IBDU, age, disease duration (years), gender, age at diagnosis and latest follow-up, body mass index (BMI), smoking status and family history of IBD. 2) Disease characteristics and complications: activity index, initial and current disease location, extra-intestinal manifestations (EIM), existence of CD-related complications such as stenosis, fistula, fissure, abscess, intestinal surgery, anemia and vitamin B12 levels. 3) Selected medications: 5-ASA, antibiotics, steroids, immunomodulators (azathioprine, 6-mercaptopurin), anti-TNF antibodies and calcineurin inhibitors. 4) Genetic data for skin EIM in CD and UC patients. 5) Longitudinal data on skin EIM in CD and UC patients.
Non-skin EIM included arthritis, uveitis/ iritis, ankylosing spondylitis and PSC. Malabsorption syndrome with consequent anemia and vitamin B12 deficiency was also considered as a complication. To assess disease activity and allow comparison between UC (Modified Truelove and Witts activity index, MTWAI) and CD (Crohn's disease activity index, CDAI), disease activity measures were normalized to a value between 0 and 100 and expressed as an activity index. In particular, IBD medication was documented by the treating physician in the specific SIBDC questionnaires at patient inclusion and follow-ups as well as by the patient questionnaires.
Statistical analysis
All statistical analyses were carried out using the Stata Software (v. 14.2, StataCorp, College Station, TX, USA) and the R software (v. 3.3.1, The R Foundation for Statistical Computing, Vienna, Austria). Normal QQ-plots were used to assess distribution of continuous data. Gaussian-distributed data were reported as mean, standard deviation and range, while nonGaussian data were presented as median, interquartile range and range. Differences in means between two independent groups for Gaussian-distributed data were assessed using the Student's t-test. Differences in distribution locations between two independent groups for nonGaussian data were assessed using the Mann-Whitney-Wilcoxon ranksum test. Categorical data were presented as raw frequencies and relative percentages. Differences in distributions for categorical data between two or more groups were assessed using the Chi-square test, or the Fisher's exact test in case of insufficient sample size.
Time-to-event data were analysed using the Kaplan-Meier estimator, using specific techniques to deal with interval-censored data. Results were presented as cumulative proportion curves.
Multivariate logistic regression was used to assess the association of multiple factors with the occurrence of skin EIM. First, all factors with univariate p-value < 0.200 were included into the multivariate model. Non-significant factors (p>0.05) were then excluded from the model one-by-one, until all remaining factors were significant. In a last step, all factors that were left aside were once more inserted one-by-one into the model and kept if proven significant, while checking for model consistency at each step of the procedure.
Ethical considerations
The IBD cohort study has been approved by the respective ethics committees in Switzerland (Ethics Committee of the Canton Zürich: EK-1316). All patients signed an informed consent and confirmed their participation in the cohort study at the time of enrolment and gave informed consent for data collection and analysis for research purposes. The current substudy has been evaluated and approved by the scientific board of SIBDCS.
Results
Epidemiology of skin manifestations in SIBDCS patients
In our study, we analysed data from 3266 IBD patients, of whom 1840 suffered from CD and 1426 from UC/IBDU. Out of the 1840 CD patients, 354 (19.2%) patients suffered from skin manifestations at any time during their disease course. Out of the 1426 UC/IBDU patients, 136 (9.5%) patients suffered from skin manifestations at any time during their disease course. For both, CD and UC/IBDU patients, the median age at occurrence of the skin EIM was 39 years. In 222 (62.7%) of the CD patients and in 94 (69.1%) of UC/IBDU patients, the skin EIM had already occurred before inclusion into the SIBDCS. With respect to CD patients, 29 (1.6%) suffered from pyoderma gangrenosum, 140 (7.6%) from erythema nodosum and 238 (12.9%) from aphthous ulcers. With respect to UC/IBDU patients, 25 (1.8%) exhibited pyoderma gangrenosum, 51 (3.6%) erythema nodosum and 77 (5.4%) aphthous ulcers (Table 1) .
Disease characteristics, complications and skin manifestations in CD patients
242 (68.4%) of CD patients were female, significantly more than male (112, 31.6%; (p = <0.001). In the group without skin manifestations no difference between genders (51.5% male vs. 48.5% female) was detected. Furthermore, those patients with skin manifestations were significantly younger at CD diagnosis than those without skin manifestations (25.8 years vs. 27 years, p = 0.006). However, no significant difference in age at latest follow up, disease duration, BMI or smoking status at diagnosis and latest follow-up was found between the two groups. CD patients with skin manifestations at enrolment showed a significantly higher rate of positive family history for IBD (16.9% vs. 12 .5%; p = 0.006). The family history of IBD was unknown in 6.8% of patients with skin manifestations and 11.5% of patients without skin manifestations (Table 2) .
There was no significant difference in the initial disease location between patients who developed skin manifestations and those who did not in the course of observation. During the follow-up period a tendency towards a shift of the disease location from mainly in the ileocolon (L3, 44.9% vs. 27.5% without skin EIM; 42.7% vs. 24.6% with skin EIM) towards the terminal ileum (L1, 24.7% vs. 28.5 without skin EIM; 20.9% vs. 26.6% with skin EIM), colon only (L2, 18.8% vs. 29.7% without skin EIM; 24.3% vs. 32.3% with skin EIM) and upper gastro intestinal tract (L4, 0.7% vs. 2% without skin EIM; 0.9% vs. 4.5% with skin EIM) was detected. Considering the CDAI at enrolment in the SCIBD, there was a significantly higher disease activity in the patients group with vs. without skin manifestations (CDAI 51 vs. 31, p = <0.001) . This difference remained also significant at latest follow-up (CDAI 33 vs. 20, p = <0.001) ( Table 3) .
Considering CD-related complications there was no difference between patients with or without skin manifestation during observation period for perianal fistula, any other fistula, abscess or stenosis. However, patients with initial skin manifestations suffered from a significantly higher rate of abscesses (28.8% vs. 23 .6%, p = 0.042). As for CD-related surgery no significant difference for intestinal resection, fistula or surprisingly even abscess surgery (26% vs. 24.8%) could be detected. Although there was no significant difference between vitamin B12 levels (Median 252 pmol/l vs. 241 pmol/l), patients with skin manifestations tended to receive vitamin B12 supplementation more often (56% vs. 49.8%, p = 0.052). As for anemia those patients with skin manifestation developed significantly more anemia during SIBDCS follow up (35.5% vs. 28.9%, p = 0.016) . Nevertheless, at latest follow-up there was no longer any difference detectable (10.5% vs. 11 .9%, p = 0.506) ( Table 3) . Finally, we analysed the association of other EIM with the presence of skin manifestations. We found significant associations of early skin manifestations with arthritis (74.6% vs. 41.9%, p = <0.001), uveitis or iritis (24.9% vs. 7 .9%, p = <0.001), ankylosing spondylitis (11.6% vs. 5.7%, p = <0.001) and EIM in general (77.4% vs. 42.3%, p = <0.001). These details are shown in Table 3 .
Relation between treatment and skin manifestations in CD patients
We analysed data for treatment history and the onset of skin manifestation. We found a significant difference between the two groups. Patients with skin EIM used significantly more often antibiotics (24.6% vs. 16 .3%, p = <0.001), steroids (91% vs. 85%, p = 0.003), immunomodulators (88.4% vs. 79.7%, p = <0.001) and anti-TNF antibodies (77.4% vs. 59.2%, p = <0.001), than patients without skin EIM. Furthermore, no differences for treatment with 5-ASA (60.7% vs. 56.9%) and calcineurin inhibitors (2.8% vs. 1.7%) was detected (Tables 4 and 5 ).
Disease characteristics, complications and skin manifestations in UC/ IBDU patients
Patients with UC and skin EIM were more often female (58.1% vs. 45%, p = 0.004) and also younger at the time of UC/IBDU diagnosis than UC patients without skin EIM (27 years vs. 31 years, p = 0.008). At the latest follow-up both groups were of comparable age (45 years vs. 46 years). Therefore, the observed disease duration in patients with skin manifestations was significantly longer than in the other group without skin manifestations (13 years vs. 11 years, p = 0.029). We found no difference between the two groups for BMI, smoking status or family history of IBD. However, a considerable fraction of patients tended to stop smoking during follow-up (300 smokers at diagnosis vs. 198 smokers at latest follow-up). Data are presented in Table 6 . Initially most patients, independent from skin manifestations, had either a pancolitis (39.7% vs. 37.3%) or left-sided colitis (31.6% vs. 32.3%) . The extent of the disease remained stable during the disease course. However, patients with skin EIM suffered from higher disease activity according to the MTWAI at enrolment (MTWAI 3 vs. 2, p = <0.001). IBD-related surgery as a result of several other complications was significantly more frequent in patients with skin EIM (18.4% vs. 10 .2%, p = 0.003). Anemia was significantly more often observed in patients with skin EIM during any SIBDCS follow-up visit (42.6% vs. 29.7%, p = 0.002), but Table 7 .
Relation between treatment and skin manifestations in UC/IBDU patients
Looking at the treatment history of the compared groups, we discovered significantly more frequently a therapy with antibiotics (17.6% vs. 9.6%, p = 0.003), steroids (92.6% vs. 77.8%, p = <0.001), immunomodulators (75% vs. 59.5%, p = <0.001), anti-TNF antibodies (43.4% vs. 33.2%, p = 0.017) and calcineurin inhibitors (17.6% vs. 8.7%, p = 0.001) at enrolment in patients with skin EIM. No difference was found for the therapy with 5-ASA (95% vs. 95%, p = 0.956). Data are shown in Tables 8 and 9 . 
Longitudinal data considering the onset of cutaneous EIM in CD and UC/ IBDU patients
Finally, we assessed the longitudinal appearance of skin manifestation compared to both, other EIMs and first diagnosis of IBD (Fig 1) . We found, that skin manifestations in either CD and UC/IBDU patients were the most frequent EIM of the disease. They were mainly reported as first EIM (75.5% vs. 87%) rather than as subsequent EIM (24.5% vs. 13.0%). After all, 23.6% of the skin manifestations in all IBD patients occur even before the diagnosis of the intestinal disease. This occurs slightly more often in CD patients than in UC patients (28.6% vs. 13%).
Discussion
The aim of our study was to identify epidemiological and clinical factors being associated with the development of skin manifestations in patients with IBD. Our results revealed a higher prevalence of skin manifestations overall in female and young patients independent from the IBD subtype. This gender association has not been demonstrated for cutaneous EIM in general so far, although it was known from former studies, that especially erythema nodosum is associated predominantly with female gender [2, 11, 24, 26] . Further, a female predominance was generally known for familial IBD [27] . This might be due to some x-linked genes that are associated with autoimmune or chronic inflammatory diseases. For IBD there was so far only one such gene known called ARHGEF6 [22, 28] . For patients with CD, a family history of IBD was also highly associated with skin manifestations, while no such associations were detected for patients with UC. These results were inconsistent with those from former studies where no significant association of skin manifestations and family history could be observed for either UC or CD [26] . Our study demonstrated that IBD patients with skin EIM are in general younger at time of IBD diagnosis than IBD patients without skin EIM during their disease course. The onset of skin manifestations as well as a younger age at disease onset were both factors pointing towards a more severe disease course [29] . However, it must be pointed out that a younger age at diagnosis of patients with skin EIM (those patients are about 26 to 27 years at diagnosis) is not related to early onset IBD in pediatric patients. Smoking had also been associated with a severe disease course in CD patients, but with a milder course of disease in UC patients [30] . In CD, several studies showed more frequent relapses with higher use of steroids, immunomodulators and biologicals, as well as a higher rate of hospitalizations in smokers [31] [32] [33] [34] .
Compared to non-smokers, the risk of developing CD is increased fivefold in women and 1.3 fold in men [35] . However, smoking did not affect the onset of skin manifestations in CD or UC patients. Erythema nodosum as well as aphthous ulcers had been correlated with intestinal disease activity in previous studies [36, 37] . Those observations point into the same direction as our data, since the patients with any of the three skin EIM (erythema nodosum, pyoderma gangrenosum and aphthous ulcers) revealed higher CDAI in CD and MTWAI in UC patients with skin manifestations in the SIBDC. These results were consistent with earlier studies showing that 70% of the patients with EIM presented with extensive intestinal disease, while patients without EIM present with a high intestinal disease activity in only 28% of the cases [10, 15, 38] . Severe intestinal disease can even be a predisposing factor for the onset of pyoderma gangrenosum [9, 38] , regarding CD it favors the onset of erythema nodosum [39] and in the case of aphthous ulcers the connection to intestine is obviously given by anatomy. Therefore, the therapy of intestinal disease remains the primary therapy of the majority of cutaneous manifestations. Consequently, it is of high importance to treat the intestinal disease as early as possible and with high efficiency [13, 29, 40] . As in former studies, we found, that skin manifestations were in almost a quarter of the cases even reported before the diagnosis of the intestinal disease [14] . Their appearance should therefore be taken into account for daily clinical practice and patient care.
A limitation of the SIBDCS, however, is the fact that it is not fully population based as two third of SIBDCS patients are treated at tertiary center hospitals. Consequently, the study population consists of a large number of patients with a severe disease course, who are more likely to develop EIM. Nevertheless, the UC and CD patients with skin EIM in our study needed more antibiotic therapy, steroids, immunomodulators, anti-TNF antibodies and calcineurin inhibitors (UC patients only) than patients without skin EIM. This supported the observation that patients with EIM suffered often from a more severe disease course than patients without EIM (presence of EIM is a marker for a severe disease course itself). A further limitation of our study is that, due to the design of our study, we cannot identify a single skin manifestation that is driving the observed associations. Due our study design, we are only able to present associations between the onset of skin manifestations at any time during disease course and certain epidemiological or medical conditions. However, we are not able to provide risk factor analysis for the onset of skin EIM in our cohort. Such a risk factor analysis would be required to provide information about a possible, specific driver skin EIM in the patients. Also due to the design of our study and the SIBDCS, we are not able to provide sufficient information on treatment response of the skin manifestations or whether IBD treatment was changed based on the presentation of these skin manifestations. Although according to our data it was difficult to verify, whether the increased use of biologics was due to the intestinal disease activity or the skin manifestation itself. For patients with UC and treated with the basic therapy 5-ASA, no difference between presence and absence of skin manifestations was found. This observation further indicated that skin manifestations occurred in patients with more severe disease. Interestingly and in good accordance to the above-mentioned findings, we detected a higher frequency of abscesses in CD patients in the group with skin manifestations. Although it must be mentioned that this higher frequency of abscesses did not result in a more frequent abscess surgery, the onset of abscesses alone can be already regarded as a marker for a severe CD disease course. We observed a higher rate of anemia in patients with skin manifestations in either CD or UC. These patients were substituted with vitamin B12 more often, although they had no vitamin B12 deficiency. In the course, anemia was no longer more frequent in patients with skin manifestations. We suggest that this was due to improved resorption of substrates after the resolution of intestinal inflammation through successful therapy. We identified female gender and early onset of disease in UC and CD as well as a positive family history for skin manifestations in CD as epidemiological factors being associated with the development of skin manifestations in IBD patients. In the case of already known IBD, especially young female patients with high disease activity had a high probability also to develop skin manifestations. Our findings correlate with those from Ampuero et al in 2014 where female gender, young age at diagnosis, Crohn's disease and the presence of other EIM were also identified as risk factors for skin manifestations in IBD. On the other hand they had shown that if biologicals were used early in the course of disease it prevented the development of skin manifestations [26] . For patients with such a constellation, special care should therefore be taken to detect the appearance of skin lesions as early as possible and to optimize patient care.
In summary, our data demonstrate that erythema nodosum, pyoderma gangrenosum, and aphthous ulcers in IBD patients are associated with a more severe disease phenotype. Further research will be needed to clarify the potential pathogenetic impact on the development of skin EIMs. This knowledge would be most helpful in the diagnosis and treatment of IBD patients and might help to stratify the patients according to their risk for developing skin manifestations and to initiate appropriate treatment. 
